Caspase-dependent apoptosis in yeast  by Mazzoni, Cristina & Falcone, Claudio
Biochimica et Biophysica Acta 1783 (2008) 1320–1327
Contents lists available at ScienceDirect
Biochimica et Biophysica Acta
j ourna l homepage: www.e lsev ie r.com/ locate /bbamcrReview
Caspase-dependent apoptosis in yeast
Cristina Mazzoni ⁎, Claudio Falcone
Pasteur Institute-Cenci Bolognetti Foundation, Department of Cell and Developmental Biology, University of Rome “La Sapienza” Piazzale Aldo Moro 5, 00185 Rome, Italya r t i c l e i n f o⁎ Corresponding author. Tel.: +39 6 49912257; fax: +3
E-mail address: cristina.mazzoni@uniroma1.it (C. Ma
0167-4889/$ – see front matter © 2008 Elsevier B.V. Al
doi:10.1016/j.bbamcr.2008.02.015a b s t r a c tArticle history:
Received 18 December 2007
Received in revised form 12 February 2008
Accepted 13 February 2008
Available online 29 February 2008Damaging environment, certain intracellular defects or heterologous expression of pro-apoptotic genes
induce death in yeast cells exhibiting typical markers of apoptosis. In mammals, apoptosis can be directed by
the activation of groups of proteases, called caspases, that cleave speciﬁc substrates and trigger cell death. In
addition, in plants, fungi, Dictyostelium and metazoa, paracaspases and metacaspases have been identiﬁed
that share some homologies with caspases but showing different substrate speciﬁcity. In the yeast
Saccharomyces cerevisiae, a gene (MCA1/YCA1) has been identiﬁed coding for a metacaspase involved in the
induction of cell death. Metacaspases are not biochemical, but sequence and functional homologes of
caspases, as deletion of them rescues entirely different death scenarios. In this review wewill summarize the
current knowledge in S. cerevisiae on apoptotic processes, induced by internal and external triggers, which are
dependent on the metacaspase gene YCA1.
© 2008 Elsevier B.V. All rights reserved.Keywords:
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Apoptosis or programmed cell death (PCD) is a highly coordinated
cellular suicide program that is crucial for maintenance of health and
tissue function and alterations of this process can lead to cancer or
neurodegenerative disorders.
Cells can undergo awide variety of ways to die and the deﬁnition of
“apoptosis” is very arduous. Recently, the Nomenclature Committee
on Cell Death (NCCD) suggested some guidelines for the deﬁnition of
the numerous cell death processes and recommended that the term
apoptosis should be used only for particular morphological changes
during cell death [1]. These changes are: rounding-up of the cell,
retraction of pseudopodes, reduction of the cellular volume (pykno-
sis), condensation of the chromatin, fragmentation of the nucleus
(karyorhexis), little or no ultrastructural modiﬁcation of cytoplasmic
organelles, plasma membrane blebbing and maintenance of an intact
plasma membrane until late stages of the process. In the deﬁnition of
apoptosis, the NCCD also mentioned that it is possible to use the terms
‘apoptosis associated with caspase activation’ and ‘apoptosis without
evidence of caspase activation’.
Due to the complexity of the phenomenon, many and sometimes
contradictory results for the regulation of apoptosis have been re-
ported by different groups, depending on tissue, organism, and experi-
mental conditions used. Some of the regulatory networks were
discovered by the use of model organisms Drosophila melanogaster
and Caenorhabditis elegans, and at present it is accepted the notion that
apoptosis also occurs in Saccharomyces cerevisiae.9 6 49912256.
zzoni).
l rights reserved.Although in the yeast genome there are no genes similar to those of
the mammalian Bax and Bcl family, it was shown that Bax-mediated
cell death in S. cerevisiae is accompanied by typical features of apo-
ptosis, such as externalization of phosphatidylserine at the surface of
the cytoplasmic membrane, cytochrome c release, membrane bleb-
bing, chromatin condensation andmargination and DNA cleavage. The
simultaneous expression of Bcl-xL prevents these effects and cell
death [2].
Several other studies revealed that certain mutations in the S.
cerevisiae genome induce cell death accompanied by the appearance
of features of the mammalian apoptotic cells [3].
In the opposite direction, some genes involved in yeast cell death
have been conﬁrmed as apoptotic regulators in metazoans.
Yeast analogues of somecrucial components of the apoptotic cascade
in mammals have also been described, i.e., caspase (see below) [4],
Omi [5], AIF [6] and EndoG [7] suggesting that the basic machinery of
apoptosis is indeed present and functional also in unicellular organisms.
2. Caspase and metacaspase
The caspases are members of a family, or structurally related
group, known as cysteine proteases.
The name caspase derives from cysteine-dependent aspartate
speciﬁc protease: catalysis is driven by a critical conserved cysteine
side chain of the enzyme, and by a stringent speciﬁcity for cleaving
protein substrates containing aspartic acid. The use of a Cys side chain
as a nucleophile during peptide bond hydrolysis is common to several
protease families [8], but the primary speciﬁcity for aspartate is very
rare among proteases.
The activation of caspases has been recognized as one of the key
processes linked to apoptosis in mammalian cells in which several
caspases, grouped into two classes, have been described. A cell death
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(caspase 8, 9, 10 and 12) that, in turn, activate a second group of
caspase, called effector caspases (caspase 3, 6 and 7) that, ﬁnally, cut
substrates crucial for cell death [9–11]. Mammalian caspases speciﬁ-
cally cut substrates after an aspartic acid (Asp) residue located in the P1
position of the X-Glu-X-Asp consensus sequence,where X is any amino
acid [11]. The occurrence of this sequence is relatively commonwithin
proteins but only few of them will be bona ﬁde caspases substrates in
vivo. In fact, to be a real caspase substrate, other important criteria have
to be fulﬁlled such as the nature of the ﬁrst residue at the P1′ position
located immediately after the scissile bond (charged or bulky residues
are poorly tolerated), and the position of the cleavage site in highly
ﬂexible and exposed linkers that are more accessible to caspases [8].
The analysis of the S. cerevisiae genome did not reveal the presence
of caspases, but by sequence comparison ORF YOR197wwas identiﬁed
coding for a caspase-like protein, ﬁtting into the type I category of
metacaspases, and it was named MCA1 [12,13].
Recent studies demonstrated that, following an apoptotic stimulus,
the product of MCA1 was processed by the proteolytic removal of a
14 kDa peptide leading, as in mammalian caspases, to the activation of
the metacaspase. Moreover, it has been demonstrated that the
conserved Cys297 residue is necessary for the proteolytic cleavage
and is important for the fully activity of the caspase [4].
Lysates fromyeast over-expressing theMCA1 gene could efﬁciently
cleave IETD-AMC peptide, a caspase substrates typical of initiator
caspases (i.e. caspase 8), while no activity was found toward DEVD-
AMC, a characteristic substrate for effector caspases (i.e. caspase 3)
suggesting that MCA1 could operate as the initiator caspase 8. The
over-expression ofMCA1 rendered cells more susceptible to cell death
following an apoptotic stimulus, being cell death completely abolished
in the presence of the caspase inhibitor zVAD-fmk. Conversely, yeast
mutants lacking the MCA1 gene survived to hydrogen peroxide
treatment and to aging better than wild type cells [4].
From these results, Yor197w was proposed as a bona ﬁde caspase
gene in S. cerevisiae and it was renamed YCA1 (Yeast CAspase) [4].
The apoptotic events observed in S. cerevisiae, due to external
stimuli as well as internal signals, were often dependent on the
activity of the yeast metacaspase Yca1p while, in other cases, cell
death occurred also in the absence of this activity. In this review we
will summarize the current knowledge on apoptosis in the yeast S.
cerevisiae dependent on the metacaspase gene YCA1.
3. The intrinsic apoptotic pathway and the role of mitochondria
In mammals, the extrinsic and intrinsic pathways are the main
routes leading to caspase-dependent apoptosis.
The intrinsic pathway is characterized bymitochondrial outer mem-
brane permeabilization (MOMP) that is a crucial step in the intrinsic
apoptotic pathway in mammalian cells. Organelle swelling and rupture
of the mitochondrial outer membrane is caused by the opening of a
mitochondrial pore, thepermeability transitionpore (PTP),whosemajor
components identiﬁed so far and conserved in eukaryotes, are the
adenine nucleotide transporter (ANT), the voltage-dependent anion
channel (VDAC) and cyclophilin D [14–16]. Permeabilization of the outer
mitochondrial membrane is followed by the release from themitochon-
drial inter-membrane space of many proteins, among which are
cytochrome c, Smac/DIABLO, OMI/HtrA2, Apoptosis Inducing Factor
(AIF) and endonuclease G, that trigger the apoptotic cascade.
Released cytochrome c, in the presence of ATP (dATP), binds to
Apaf1 triggering its oligomerization that is followed by pro-caspase-9
recruitment and autoactivation. The resulting complex is called
“apoptosome”.
The yeast genome codes for many proteins of the basic molecular
machineryexecuting cell death, including components of PTP, caspases
[4], AIF [6], HtrA2/Omi [5], and inhibitor of apoptosis (IAP) proteins
[17],while others components seem to be absent (Apaf1, Smac/Diablo).The release of cytochrome c in yeast was ﬁrstly demonstrated in
cells expressing the human pro-apoptotic protein Bax [18]. Upon Bax
expression, a decrease of cytochrome c oxidase and a dramatic
increase in the release of cytochrome c to the cytosol were observed,
while other components of the inner mitochondrial membrane (bc1
complex and F0F1-ATPase) were unaffected.
The requirement of cytochrome c in caspase activation is well
documented inmammals. Inmice, inwhich the cytochrome c gene has
been deleted, the caspase-9–Apaf1 pathway is severely impaired [19].
Similarly, the deletion of the yeast genes encoding the two iso-
forms of cytochrome c does not abolish death but delays the cellular
responses to several death stimuli [20–23].
It has been reported that functional cytochrome c–GFP fusion,which
was not released to cytosol, still induced cell death [24], suggesting that
other pathways might be involved in triggering apoptosis in yeast.
The role of AAC1/2/3 and POR1, the yeast orthologues of
mammalian ANT and VDAC, respectively, in the release of cytochrome
c in Bax induced cell death is controversial in that contradictory results
were obtained depending on growth and Bax induction conditions
[20,25–28].
Recent studies analyzed the involvement of AAC1/2/3 and POR1 in
yeast cell death after treatment with acetic acid, hydrogen peroxide
and diamide that are known to be yeast apoptosis inducers. All this
triggers enhance apoptosis in POR1 deletion mutants suggesting that
Por1p, inwild type cells,mayoppose to apoptosis. In contrast, the same
triggers have no effect in mutants lacking CPR3, the gene encoding the
yeastmitochondrial cyclophilin [29]. It has been reported that, inmice,
Cyclophilin D is involved in necrotic rather than apoptotic cell death
[30].
The absence of ADP/ATP carrier (AAC) proteins, encoded by AAC1/
2/3, protected cells exposed to acetic acid and diamide but not to
hydrogen peroxide. Moreover, after acetic acid treatment, cytochrome
c was not signiﬁcantly released to the cytosolic fraction and was
apparently degraded within mitochondria [29].
The increased sensitivity of the aac1/2/3 mutant to hydrogen
peroxide is an unexpected result. Anyway, it has been reported that
mitochondrial respiration mutants show high sensitivity to H2O2,
probably due to the production of superoxide and reactive hydroxyl
radicals following the impairment of the electron transport chain [31].
The contemporary presence of H2O2 and hydroxyl radicals might
overcome the protective effect of the absence of the AAC proteins [29].
Over-expression of YCA1 in the aac1/2/3mutant did not increase cell
death conﬁrming that, as inmammals, the release of cytochrome c from
mitochondria is necessary for caspase activation in response to H2O2 [7].
The involvement of cytochrome c in metacaspase activation has
also been suggested after exposing yeast cells to hyperosmotic stress
[23].
Cells missing AAC still exhibited apoptotic markers after exposure
to acetic acid and hydrogen peroxide, suggesting again that yeast
cells posses other death pathways that are not linked to MOMP and
cytochrome c release.
Such pathways exist in mammals and involve EndoG and AIF1, two
nucleases that relocate frommitochondria to the nucleus following an
apoptotic stimulus [32,33]. The genes encoding these proteins have
orthologs in yeast, namely NUC1 (YJL208c) and YNR074c, respectively,
which might account for cytochrome c and caspase-independent
apoptotic pathway [6,7].
The contribution of mitochondria metabolism and biogenesis to
yeast apoptosis is still controversial and it has been recently reviewed
[34].
Actually, in some cases the elimination of mitochondrial DNA (ρ0
derivative strains) rescue cell viability, suggesting that mitochondria
are important to mediate cell death response.
Mitochondria exist in the cell as a tubular network that undergoes
ﬁssion and fusion constantly. The equilibrium between fusion and
ﬁssion is fundamental and the fragmentation of tubular mitochondria
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mammalian cells [35].
The machinery responsible for mitochondrial ﬁssion in healthy
yeast cells was identiﬁed in yeast as a complex of three proteins,
Dnm1, Mdv1/Net2, and Fis1 [36]. Deletion of any one of these three
genes causes yeast mitochondria to become fused into a large network
that has been shown to regulate programmed cell death [37]. Cell
death induced by deletion of the mitochondrial ﬁssion factor FIS1 is
abrogated by additional deletion of YCA1 [37].
Similar results were observed in yeast mutants lacking the major
mitochondrial citrate synthase (CS) Cit1p [38]. In this case, it was also
demonstrated that the deletion of YCA1 prevented heat sensitivity as
well as the premature aging of the cit1 mutants.
Recently, it has been reported the involvement in apoptosis of ISC1,
the gene encoding the inositolphosphosphingolipid phospholipase
C. Isc1p, that translocates to mitochondria in the post-diauxic phase,
plays an important role in the regulation of cellular redox homeostasis
through modulation of iron levels. Isc1p deﬁciency results in oxidative
stress hypersensitivity associated with apoptotic markers that were
suppressedby thecontemporaryabsenceof theYca1pmetacaspase [39].
4. Apoptosis under physiological conditions
Among the physiological conditions that can induce programmed
cell death in yeast there are: i) the presence of small quantities of the
conjugation pheromone (mating type pheromone), ii) the develop-
ment of colonies on solid media, iii) the chronological aging, and iv)
the killer toxin [40–44].
The involvement of YCA1 in triggering cell death has been demon-
strated only for the two latter cases.
Chronological life span is measured on yeast populations that have
reached saturation after utilizing the nutrients present in the incu-
bation medium. Chronologically aged yeast cultures die exhibiting
typical markers of apoptosis. Disruption of the apoptoticmachinery by
deletion of YCA1 increases the survival in long term cultures but it is
disadvantageous for the population as, in direct competition assays,
the wild type cells outlast the disruptants [41]. An aged yca1-null
mutant strain is no longer able to regrow when nutrients become
available after a period of starvation, leading to a population with a
high percentage of damaged and old cells. This indicates a physiolo-
gical role of apoptosis in yeast essential to operate a selection for the
ﬁtter cells in aging-related cell death.
The killer phenotype, ﬁrstly described in S. cerevisiae, is a wide-
spread phenomenon among a great variety of yeast genera. Killing is
typically associated to the secretion of a lowmolecularmass protein or
glycoprotein toxin (killer toxin) that kills sensitive cells, of the same or
related yeast genera, without direct cell–cell contact in a two-step
receptor-mediated process.
In S. cerevisiae, three different killer toxins (K1, K2, and K28) have
been identiﬁed so far all encoded as precursor of the secreted alpha/
beta toxins by cytoplasmic double-stranded RNA viruses [45].
In low concentrations, all three virally encoded yeast toxins induce
apoptotic cell death accompanied by apoptotic markers. The yeast
caspase Yca1p and the generation of ROS mediate this process. In
contrast, high concentrations of killer toxins induce non-apoptotic
necrotic cell death, which is independent of Yca1p and ROS [42,43]. It
can be concluded that in natural environment, where the toxin
concentration is usually low, killer yeast can eliminate competitor
sensitive yeasts through the induction of apoptosis.
5. Involvement of YCA1 in apoptosis induced by external stimuli
5.1. Hydrogen peroxide
A broad range of stress conditions and drugs induce the apoptotic
program of S. cerevisiae, low doses of H2O2 and acetic acid being themost popular triggers [46,47]. Strains deleted in the YCA1 gene can
survive better than wild type to H2O2 and, conversely, the over-
expression of YCA1 enhances cell death and exhibition of apoptotic
markers, resulting in premature cell death [4].
5.2. Acetic acid
It has been reported that the presence of Yca1p is crucial for acetic
acid-programmed cell death (AA-PCD) [4] but, in this case, the YCA1
genemight play amore complicated role. In fact, in another study, only
20–30% of caspase-positive cells were detected by ﬂow cytometry in
the population undergoing apoptosis induced by 400 mM acetic acid,
suggesting that yeast caspase seems less relevant in this apoptotic
pathway compared to other apoptotic stimuli like H2O2 induced oxi-
dative stress [48].
It has been proposed that YCA1 participates in AA-PCD in a manner
unrelated to its caspase activity although, at the moment, the
explanation of the reduced rate of cell death in yeast strains lacking
YCA1 can be only speculative [49].
5.3. Hyperosmotic stress
It has been recognized that, in mammalian cells, hyperosmotic
stress induces apoptosis and is involved in several pathological states
such as ischemia, septic shock and diabetic coma [50,51].
The role of YCA1 in PCD induced by hyperosmotic stress seems to
be quite evident. Yeast cells exposed to 60% glucose (w/w) or 60%
sorbitol (w/w) or 0.7–1.2 M NaCl showed apoptotic cell death and
caspase activation [23,52]. In YCA1 disruptants, viability was increased
compared to the wild type, but a slight metacaspase activity was still
detected after osmotic stress, suggesting the existence of unknown
additional activities.
During osmotic stress Yca1p activation depends on the presence of
theYca1p-interactor Sro77p (see also below), in that the caspase activity
in mutants lacking SRO77 was similar to that of cells deleted in YCA1.
In contrast, Sro7p, the Sro77p homolog, has a negative effect on the
Yca1p activation. In fact, the caspase activity was higher in the salt-
sensitive sro7 mutant compared to the wild type.
Anyway, the observation that sro77/yca1 and sro7/sro77/yca1 mu-
tants still showed diagnostic hallmarks of apoptosis, suggests the
existence of an Yca1p-independent apoptotic pathway in yeast.
5.4. Valproic acid
An even more striking effect of the YCA1 deletion was observed in
cells treated with valproic acid (VPA), a short-chained fatty acid
widely used as an anticonvulsant and showing teratogenic and anti-
tumor properties [53].
VPA is also known to induce apoptosis inmammalian cells and it has
been recently identiﬁed as an inhibitor of a class of histone deacetylases
[54–56].
Yeast yca1 mutant cells retained 90% of viability after treatment
with 25 mM valproic acid, a concentration that completely killed wild
type cells [57]. Increasing the VPA concentration up to 50 mM, rather
autophagic cell death was induced that was no more dependent on
YCA1.
5.5. Arsenic
Arsenic is a toxic metalloid with a long history of usage as a
therapeutic agent. An important mechanism of this ancient remedy is
its pro-apoptotic effects onmammalianmalignant cells. Arsenic is also
able to trigger S. cerevisiae cell death through a process associated
with classical apoptotic markers. After arsenic treatment, the sur-
vival of the YCA1-disrupted strain was higher (91.3%) compared to
the wild type strain (50.3%). Furthermore, the occurrence of DNA
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the mutant (1.5%) compared to the wild type (34.3%) [58].
5.6. Caffeine
Caffeine is also known to induce apoptosis in mammalian cells
and this event is mediated by the p53, Bax and caspase 3 pathways
[59].
In yeast, caffeine is known to affect the protein kinase C (PKC)–
mitogen-activated protein kinase (MAPK) pathway. Although there
are no experimental evidences directly linking caffeine treatment to
the induction of apoptosis, it has been demonstrated that caffeine
sensitivity of a pro-apoptotic mutant (Kllsm4Δ1) was fully suppressed
by the contemporary inactivation of YCA1, suggesting that this com-
pound could trigger cell death through a caspase-dependent pathway
[60].
5.7. Metal ions
Transition metals, as an important part of trace nutritional ele-
ments, are essential to life because of the catalytic and structural roles
they play inside or outside cells. Nevertheless, excessive amounts of
metal ions can also be toxic to the cell. For example, exposure to high
levels of manganese (Mn), an element found in several important
enzymes within diverse locations in the cell, including the Golgi,
mitochondria and cytoplasm, can lead to manganism, a Parkinson's
disease-like neurological disorder with characteristic syndromes of
mental difﬁculties and impairments in motor skills [61,62]. It has been
recently reported that Mn2+ is able to induce apoptotic cell death
through a caspase-dependent pathway [63]. The same authors demon-
strated that Yca1p is not involved in copper-induced apoptosis, indi-
cating that the activation of caspase is not common to all metal ions.
6. Yeast mutants undergoing apoptosis in a
YCA1-dependent manner
Yeast apoptosis was ﬁrst described in cells carrying a mutated
CDC48 gene, which codes for the AAA-ATPase and has roles in cell
division, ubiquitin-dependent ER-associated protein degradation
(ERAD) and vesicle trafﬁcking [64]. Later on, it was found that
mutations in the VCP, the metazoan homolog of the yeast CDC48, gave
rise to apoptotic phenotypes in mammalian cell cultures [65,66], in
trypanosomes [67], in Drosophila [68] and in zebraﬁsh [69]. These
ﬁndings corroborated the establishment of yeast as a model to study
evolutionary conserved mechanisms of apoptotic regulation [3,70,71].
It has been recently reported that an increased caspase activity can
be detected just in cdc48S565G mutant cells, suggesting that YCA1 is
activated in this mutant [72].
During the last years, other mutants showing apoptotic pheno-
types were described and, for many of them, it was demonstrated an
involvement of the metacaspase YCA1 as the executor of the mutant-
induced cell death.
YCA1 activation seems to be also related to defects in numerous
cellular fundamental processes such as DNA replication, mitochon-
drial function, RNA and protein stability.
6.1. DNA replication
The origin recognition complex (ORC) is a six-subunit complex
of proteins required for initiation of DNA duplication at replication
origins in all eukaryotes [73].
Cdc6p, a component of the pre-replicative complex required for
the initiation of eukaryotic DNA replication, is rapidly degraded in a
proteasome-dependent way in cells undergoing apoptosis induced by
the DNA-damaging drug adozelesin, and such mechanism is con-
served from human to yeast [74].ORC2 codes for a subunit of the ORC and orc2-1 ts mutant cells, at
non-permissive temperature, show defects in initiation of DNA repli-
cation, activate DNA damage responses and undergo apoptosis [75].
Apoptosis in orc2-1 cells includes the production of reactive
oxygen species (ROS) and the activation of Yca1p, which contributes to
the lethality of the orc2-1mutation. Both ROS and activation of Yca1p
are likely induced by DNA damage associated with the collapse of DNA
replication forks in cells with defective checkpoints and incompletely
replicated chromosomes [75].
6.2. mRNA stability
The turn over rate of speciﬁc mRNAs can be an important factor to
the overall expression levels of proteins, and perturbation on this
process could have a large impact on changes in gene expression. In
yeast, mRNA turnover follows at least three decay pathways [76].
In two of these, 5′/3′ exonucleolytic digestion of mRNAs follows a
decapping event, whereas in the third pathway, transcripts are de-
graded by 3′/5′ exonucleolytic digestion. In the decapping-dependent
pathway, mRNAs are degraded in speciﬁc cytoplasmic foci, called P-
bodies, the number and size of which vary during growth and after
cellular stress [77]. It has been reported that mutants in P-bodies
components (dcp1, dcp2, dhh1, lsm1-7) show apoptotic phenotypes
and accelerated chronological aging [78]. At least in one of these
mutants (Kllsm4Δ1), apoptotic death was dependent on the presence
of the metacaspase activity coded by YCA1 gene. In fact, the double
mutant lsm4Δ1/yca1Δ showed a reduced percentage of cells with
apoptotic phenotypes and increased viability during chronological
aging [60].
6.3. Protein stability
Post-translational modiﬁcation of proteins by covalent attachment
of ubiquitin (Ub) is one of the major biochemical mechanisms that
regulate the cell death program [79]. Some experimental evidences
suggest a connection between ubiquitination and apoptosis also in
yeast. In fact, Cdc48p is required for endoplasmic reticulum-asso-
ciated protein degradation by the proteasome [80] and the accumula-
tion of Stm1p, a proteasomal substrate, speciﬁcally induces cell death,
while cells lacking Stm1p display a higher survival after hydrogen
peroxide-induced apoptosis [81].
The loss of UBP10, which codes for a deubiquitinating enzyme,
leads to premature cell death that can be efﬁciently rescued by the
deletion of YCA1 [82].
7. Expression of heterologous apoptotic proteins
The heterologous expression of mammalian apoptotic proteins in
yeast has been shown to induce some features of apoptosis, sug-
gesting the presence of a conserved basal cell death program in this
unicellular organism.
In previous studies in yeast, only the over-expression of caspase 8
led to cell death while the over-expression of caspase 3 was not lethal
and only retarded yeast growth [83,84].
More recently it has been reported that the expression of active
metazoan caspases (human, Drosophila and C. elegans) disrupts the
plasma and nuclear membranes of S. cerevisiae leading to the loss of
clonogenic potential, without damaging DNA.
The toxicity of heterologous caspases does not require the yeast
apoptotic regulators Yca1p and Aif1p [85].
Moreover, loss of YCA1 or AIF1 did not result in protection from the
toxicity induced by the pro-apoptotic protein Bax [86,87], suggesting
that, in this case, cell death probably occurred through autophagy.
Metacaspases from other organism, including plants and proto-
zoan parasites, have been expressed in yeast and some of them could
complement the absence of YCA1.
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AtMCP2b) expressed in yca1 mutant cells were demonstrated to be
involved in apoptosis induced by oxidative stress and during senescence
[88]. The expression of the single metacaspase gene from the parasite
Leishmania major in the YCA1 null mutant was able to restore the
sensitivity of yeast cells to oxidative stress with survival levels and
apoptotic features similar to those of mutant cells complemented
with YCA1, suggesting a similar functional role of these metacaspases in
yeast [89].
Yeast is also a useful model to study the age-related degeneration
of post-mitotic cells such as neuronal pathologies [90].
The neuronal protein alpha-synuclein (alpha-syn) has been
suggested to be one of the factors linked to Parkinson's disease (PD).
Yeast cells expressing alpha-syn accumulate lipid droplets, show
vacuolar/lysosomal defects and exhibit apoptotic markers, including
the externalization of phosphatidylserine, the release of cytochrome c,
and the accumulation of reactive oxygen species. Deletion of the YCA1
gene abolishes the ability of alpha-syn to induce ROS accumulation
and promotes vigorous growth of alpha-syn-expressing cells. These
ﬁndings indicate that alpha-syn-induced ROS generation is mediated
by the caspase and suggest that the expression of alpha-syn activates
the caspase activity that, in turn, stimulates the production of ROS and
triggers apoptosis [91]. Very recently, another paper that contradicts
the notion that YCA1 is needed for alpha-synuclein toxicity [92].
Huntington's disease is caused by speciﬁc mutations in huntingtin
protein. Expansion of a polyglutamine (polyQ) repeat of huntingtin
leads to protein aggregation in neurons followed by cell death with
apoptotic markers. In yeast, similar to neurons, expanded polyQ ag-
gregates accumulate in the nucleus and induce mitochondrial frag-
mentation, caspase activation and cell death. Although the absence of
Yca1p did not rescue signiﬁcantly the detrimental effect of 103Q on
the colony growth, the intracellular localization of the aggregates was
strongly affected, with a four times lower nuclear localization in the
deletion mutant compared to wild type [93].Fig. 1. Caspase-dependent pat8. Proteins that interact with Yca1
Comprehensive two-hybrid screens revealed interactions of the
yeast caspase with several proteins [94–97].
WWM1 (YFL010c) encodes a protein of 211 amino acids character-
ized by a high glycine content (14%) and high hydrophilicity. It was
categorized as a potential hydrophilin, a class of proteins that are often
involved in osmotic stress response [98].Wwm1p contains a 40 amino
acid N-terminal domainwith two signature tryptophan residues (WW
domain), a widespread module mediating protein–protein interac-
tions in a variety of cellular processes [99]. The over-expression of
WWM1 in wild type yeast caused severe growth retardation and loss
of clonogenicity. The contemporary over-expression of WWM1 and
YCA1 resulted in suppression of this phenotype while the inactivation
of YCA1 did not prevent the WWM1 toxicity [13].
SRO77 (YBL106c) codes for a protein homolog to Sro7p and to the
Drosophila lethal giant larvae (lgl) tumor suppressor [100] that have
roles in exocytosis and cation homeostasis [101]. Moreover, Sro7p
functions in docking and fusion of post-Golgi vesicles with plasma
membrane and mutants lacking this protein show high sensitivity to
NaCl stress and apoptotic phenotypes. Although the deletion of YCA1
increases the resistance of wild type cells to hyperosmotic stress, the
double mutant yca1/sro77 shows the same sensitivity as the wild type.
Moreover, in the sro77mutant, the caspase activity is not enhanced after
NaCl stress suggesting that Sro77p is required for salt induced activation
of Yca1p. Unexpectedly Sro7p, the Sro77p homolog, has an opposite
effect in that it seems to moderate the activity of the caspase [52].
Three proteins encoded by other genes have been reported to
interact with Yca1p but, up to now, no functional connection has been
established.
PIN3 (YPR154w) codes for a protein that induces the appearance of
[PIN+] prion when overproduced [102].
SDC25 (YLL017w) codes for a non-essential Ras guanine nucleotide
exchange factor (GEF) homologous to CDC25 [103,104].hways of yeast apoptosis.
Table 1
Yca1p-dependent yeast cell death
Cellular treatment/external stimuli Reference
H2O2 [4]
NaCl stress [23,52]
Valproic acid [57]
Arsenic [58]
Acetic acid [49,60]
Caffeine [60]
Mutants Biological process
cdc48S565G (ER)-associated protein
degradation (ERAD) pathway
[72]
ubp10Δ Deubiquitination [82]
orc2-1 DNA replication [75]
lsm4Δ1 Decapping [60]
ﬁs1Δ Mitochondrial ﬁssion [37]
cit1 Mitochondrial metabolism [38]
isc1 Mitochondrial metabolism [39]
Expression of proteins involved in human diseases
Expanded polyQ domain expression Huntington's disease,
neurodegeneration
[93]
Alpha synuclein Parkinson's disease,
neurodegeneration
[91]
Phisiological conditions
Chronological aging [41]
Killer toxins [42,43]
1325C. Mazzoni, C. Falcone / Biochimica et Biophysica Acta 1783 (2008) 1320–1327Recently, by afﬁnity capture-MS another Yca1p interacting protein
has been identiﬁed, encoded by ARC1 (YGL105w) [105]. This protein
binds tRNAs and delivers them to methionyl- and glutamyl-tRNA
synthetases.
9. Concluding remarks
On the basis of the reported cases, YCA1 seems to be the executor
for a wide range of apoptotic stimuli, both external and internal (Fig. 1
and Table 1). Inmost of these cases, a role ofmitochondria in cell death
has been described, linking the function of this organelle to the YCA1-
mediated cell death, as described for the metazoan intrinsic apoptotic
pathway [34,106]. Bacterial extracts containing recombinant Yca1p
exhibited arginine/lysine speciﬁc cysteine endopeptidase activity,
which was not inhibited by the inhibitor of caspase z-VAD-fmk [88].
This result might suggest that Yca1p exhibits a site speciﬁcity different
from that of metazoan caspases, although artifacts linked to the
properties of the recombinant protein cannot be excluded.
Moreover, it is likely that the yeast genome contains, besides
Yca1p, other metacaspases which might not cleave the ﬂuorogenic
caspase substrates commonly used, pointing to the existence of other
cell death executors still to be characterized.
A crucial aspect that requires a deeper investigation concerns the
identiﬁcation of the physiological substrates of the yeast metacaspase.
Such information will allow a great advance in the understanding the
apoptotic pathways in yeast and the similarities with those operating
in higher eukaryotes.
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